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The animal models are new and no prior data existed at the time of initiation of our studies. Our objective was to identify and characterize
probable neuropathology of infected animals. Based on our expertise on the impact of peripheral infection on neuroinflammation in humans
and non-human primates, we hypothesized that infected animals would experience greater neuroinflammation, as indicated by expression of
specific antigens of interest, morphological changes by reactive glia, and nodular lesions, as compared to age-matched mock-infected animals,
with a large effect size greater than or equal to 85% (1-3).
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No data were excluded.

Detailed experimental design is provided within the manuscript, including the age, sex, inoculation strategy and virus exposure, study length,
and nasal swab viral load. After euthanasia, brain was removed within 2 hours and frozen or placed in zinc formalin (Z-Fix) for 72 hours. All
tissues were processed similarly by the Histopathology Core within the TNPRC.

Immunohistochemistry and immunofluorescence studies were performed using previously titrated antibodies. All assays were performed on
the same brain region for each study animal within the same run to ensure rigor and reproducibility. Similarly, special stains were performed
on brain tissues from all animals at the same time, using the same solutions. One 5 um thick section from each animal was randomly selected
for IHC and IF. Each assay was performed at least twice on all brain regions, with the exception of SARS-CoV-2 nucleocapsid IHC/IF, which was
performed 12 times. RNAscope analysis for SARS-CoV-2 spike protein was performed 7 times. The inclusion of positive control tissues verified
that all runs were performed successfully. Special stains were successfully performed as follows: H&E was completed 4 times, Luxol fast blue
once, and FluoroJade C twice. Slides were evaluated and scored by bright field microscopy, scanned (AxioScan), and analyzed using HALO.
Caspase 3 and HIF-1a quantitation was performed on entire raw brain images. IHC images displayed were adjusted for brightness and
contrast, which was applied to the entire image.

Animals were randomly assigned to one of the two inoculation strategy groups.

Blinding was used for in-lab scoring of pathology and intensity/expression level of antigen (interpretation at microscopic viewing). Blinding
was not necessary for computerized HALO analyses, as the same non-biased quantitation conditions were applied to all samples for each
immunostaining.

Primary antibodies included: anti-cleaved caspase 3 (Abcam, ab2302); anti-von Willebrand Factor (EPR12010, Abcam, ab179451);
anti-HIF-1a (Abcam, ab16066); anti-CD61 (Invitrogen, MA5-33041); anti-Iba1 (Abcam, ab5076), anti-GFAP (Abcam, ab68428); anti-




